It is assumed in the derivation of this equation (see

Appendix)
that the concentration of free analyte in the assay the labeled analyte or analogracer not only is bound to the antibody, it also is bound, to ome extent, to serum proteins. The dependence of the ssay response on two unknown variables-the concentraon of free analyte and the binding potential of serum for the racer-introduces a bias between the actual (original) and neasured hormone concentrations. The significance of this protein effect is described by mathematical modeling of the inalyte-protein distribution in the assay system. The theoretal consideration is validated by a clearly defined one-step issay system for measurement of free-thyroxin concentraon, with a labeled thyroxin-immunoglobulin conjugate used is tracer. 
MaterIals and Methods
Preparation of a Labeled T4 Conjugate
We lyophilized 0.5 mL of 1 I-labeled T4 in ethanollwater (1500 CiJg, 50 p Ci/mL, lytical recovery of protein in the first peak (as measured by measuring the ultraviolet absorbance at 280 nm), the molar concentrations of [' I]T4 and IgG in the conjugate can be calculated.
The concentration of [1 I]T4 residues was confirmed by radioimmunoassay. Figure  2B ) the antibody binding constant can be calculated by using equation The parameters 8i, a2, a3, and 54 determine the dose-response curve (c1 
Determination of Binding Parameters
equation 1)lntheformj,,'a, =(1 -x)(1 -a&4a3/x- 1,wherey=[Hbjandx= (b -a. )/(1 -a4).
Discussion
Here 
